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this fungus in environmental and food contamination, and its
adverse effect on human and other living organisms, it is important
to study this fungus and its toxins and their effects and hazards in
order to reduce the fungal growth and mycotoxin production in
environment and on food substrates. When exposing to Aspergillus,
human especially those with immunity deficiency may decelope
several aspegilli diseases. So finding procedures to aware us from
the source of fungal infection in hospital is essential for medical
society.
Materials and methods: The toxin producing Aspergillus par-
asiticus Speare S286 obtained from scientific and industrial
research center of Iran were grown and purified on PDA. The
Coconut Agar (CA) media were used for toxin production. 200
grams of coconut powder were boiled in 1000 ml of water for 5
minutes and extracted using layers of cheese cloths. Then 20 grams
of agar were added and the m ixture was autoclaved and used for
growing fungi. To a 500 ml Erlen flask 100 of corn seeds and 30
ml of water were added and autoclaved twice with 24 hours inter-
val at 121 _c and 1.5 At. After inoculation of fungi, three treatments
namely, absolutes light (24 hours light), absolutes darkness (24
hours dark) and 12/12 darkness and light were tested on fungal
inoculated flasks with 4 replications. After 7 days inoculation,
the corn seeds were dried at 70 _c for 24 hours and blended. To
the blend acetonitrile-methanol were added and shacked, the mix-
tures were filtered using Watman No1 filter paper and the filtrate
passed through a columns of cationic resin of alumina- carbon.
The passed extract of the first column were purified by passing
the second Almunia e carbon column (having higher carbon per-
centage) and glass wool. The extracts were placed in 70 _c oven
to evaporate the solvent. To the dried extract methanol e water
were added and kept at room temperature for 1 hour. Then solution
of methanol e water and solution of acetonitrile e methanol were
added to the extract and placed in70 _c oven to evaporate the sol-
vent. Finally the solution of methanol e water was added to the
dried extract and the extracts were kept at -20 _c. The extracts
were studied using TLC plate and HPLC methods to determine
their composition.
Results and discussions: Results revealed that A. parasiticus
showed florescent criteria that is the sign of aflatoxin production
on Coconut Agar medium. HPLC and TLC test showed that 4
types of aflatoxines namely, B1, B2, G1 and G2 were produced
(Table 1). Among them aflatoxin B1 with 1.29 mg per ml. has
the highest concentration followed by aflatoxin G1 with .52 mg
per ml and aflatoxin G2 with .03 29 mg per ml. Under absolute
darkness condition the highest aflatoxin (2.26 mg per ml) was pro-
duced, which was higher than absolute light (1.93 mg per ml) and
12/12 light/dark (1.56 mg per ml) (Chart 1). Fani Makki et al.,
2013 reported the same results that highest aflatoxin production
was seen under darkness at 24 _c and least under light at 32 _c. Ode-
tite et al., reported that under dark condition and shaking the high-
est aflatoxin production was obtained. Joffe et al., 1969 reported
that at 24 _c. Darkness and pH 6.2 the fungus produced the highest
aflatoxin. It is concluded that darkness favores aflatoxin production
of A. parasiticus. And it is recommended that light be used to
retard growth and toxin production of Aspergillus in food product
storage.Keywords: Aflatoxin, Aspergillus, Environment, Cancer
Fig. 1. Aflatoxin stages of extraction and quantitation by TLC a) shaker to
extract b) smoothing the extract using Whatman paper c) purification column
1 d) purification column 2 e) tanks TLC f) punctuation on paper TLC And the
fluorescence property aflatoxin under a uv light.
Chart 1. Effect of light on Aflatoxin.
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Table 1 Analyzed CD44, primer sequences and restriction enzyme.
Genes Location of polymorphisms Enzyme Forward-primer Reverse-primer
CD44 (rs7116432) Exon 19
þ779A>G
NlaIII CATCGTCTTCTTGCTGTTAGGA GGTCTTGGTTCAGGTAGGGAGA
CD44 (rs187116) Intron 1
þ4883G>A
MspI AGGTGGTTGGAGATCACCTG CTTTCGCAAGAACCACTTCC
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Introduction: Approximately more than 930,000 cases were
diagnosed with gastric cancer throughout the world. Overall Sur-
vival (OS) in patients with gastric cancer is less than 14 months.
In Iran, North and North West regions are at high risk of gastric
cancer. Significant differences in the frequency of environmental
risk factors give the country an opportunity to investigate the
causes of stomach cance. CD44 is the main molecule for cellular
connections and it plays an important role in a number of physio-
logical processes including cell attachment, migration and growth
regulation. In humans, the CD44 antigen is encoded by the CD44
gene on Chromosome 11. Moreover, CD44 increases proliferating
tumor cells in cooperation with membrane-bound receptor tyrosine
kinases containing C-src and C-erbB-2 (HER2/neu). Another
important function of CD44 is to regulate tumor cell binding and
motility. CD44 is involved in cell growth and metastasis formation
of gastric and colorectal cancer. According to the study in Califor-
nia of single nucleotide polymorphisms rs187116 and rs7116432
with TTR and OS, we investigated the presence of these polymor-
phisms among patients with gastric cancer in Iran. We also inves-
tigated whether there is a strong significant association between
these polymorphisms and clinical and pathological features of
patients.
Material & method: 150 patients with gastric cancer and 150
healthy subjects participated in the study. All patients in Imam
Reza and Omid Hospitals of Mashhad University of Medical Scien-
ces, from 1998 to 2010, were treated through surgery only or surgery
with (radio) chemotherapy. The study was approved by the Ethical
Committee of Mashhad University of Medical Sciences (MUMS)
and consent forms from all patients were obtained before any proce-
dures. Patients’ formalin-fixed paraffin-embedded (FFPE) tissues and
healthy people’s blood samples were taken. Then genomic DNA was
extracted using an extraction kit (QIAamp) according to the manufac-
turer's protocol. Samples were tested by restriction fragment length
polymorphism (PCR-RFLP) analysis or direct sequencing. Genes,
SNP reference identification numbers, location SNP, SNP perform-
ance, forward primer, reverse primer and restriction enzymes are
summarized in Table 1.
Joint and functional polymorphisms were selected in the CD44
gene according to previous articles. Our criteria for selecting a candi-
date gene polymorphism are as follows: low frequency of alleles 10%
 (MAF) in Caucasians and significant relationship with tumor
reccurence and overall survival (Table 1). The primary endpoints of
the analysis of polymorphisms in CD44 gene, included the time to
tumor recurrence (TTR) and overall survival (OS), calculated from
the date of diagnosis to date of the first observation of tumor recur-
rence or last follow-up, and the last case was used when the patient
did not undergo tumor recurrence at that time. The TTR was calcu-
lated from the date of diagnosis of the disease to the date of first
observation of tumor recurrence or until last follow-up if the patient
was recurrence-free at that time. The OS wad defined as the time
between disease diagnosis and death time to any cause or if thepatient was alive until the last call. Distribution of polymorphism
in connection with the main clinical and pathological demographic
characteristics using the chi-square test was investigated. OS and
TTR curves were analyzed based on COX regression. All statistical
tests are two-way and done using the SPSS Version 18. Mann-Whit-
ney test, which is a non-parametric test, was used to measure the age
difference between patients and healthy subjects. The Kruskal-Wallis
test, which compares three or more independent groups, was used for
age differences and different states of single nucleotide polymor-
phisms. Finally, to determine the factors that affect the survival,
Log Rank test were used.
Result: This research confirms the results by Winder et al in Cal-
ifornia that showed a strong significant association between rs187116
and rs711643 with TTR and OS in Iranian population. The presence
of at least one allele G for Polymorphism rs187116 was significantly
associated to decreased TTR and OS (P<0.0001). The presence of at
least one allele A for Polymorphism rs7116432 was significantly
associated to decreased TTR and OS (P<0.0001). We can use these
results for prognosis and early detection of patients at high risk for
tumor recurrence as an independent variable. Patients with diffuse
type has a two-fold increase in recurrence rate compared to patients
with intestinal yype (P<0.0001). However, type of tumor has no
effect on OS.
Discussion: CD44 is a very complexmoleculewith different roles
in cancer proliferation, invasion and metastasis. Recently collected
evidence suggests that this molecule is a gastric cancer stem cell
marker. It has been proven that overexpression ofCD44 variant exons
V8, V9 and V10 is associated with prognosis of gastric cancer. Pre-
vious studies have shown that CD44 gene polymorphisms can affect
the survival of cancers. The results of this study demonstrate that
there is a significant relationship between single nucleotide polymor-
phisms rs7116432 and rs187116 and gastric cancer. These results
show that the patients’ clinical outcomes can be predicted with
CD44 gene polymorphisms. The new findings prove that intron
changes may impact on the splicing regulatory elements that cause
the aberrant splicing. Patients with G/G genotype of CD44
rs187116 had shorter OS than patients with genotype A/A. The find-
ings may help select patients who are at high risk for recurrence so
that thay can benefit from specific therapeutic strategies.
Keywords: Gastric cancer, CD44gene, Single nucleotide poly-
morphism, RFLP-PCR
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